with an frt-flanked neo R cassette, are inserted creating a floxed mutant allele (Tbx22   flox   ) . After removing the first three exons of Tbx22 by crossing with a β-actin- regions.
Supplementary Figure S4
Sagittal section of microCT scans of E18.5 wild-type (wt) and Tbx22 null (null) embryos. Choanal atresia can be observed just above the anterior palate at the caudal end of the nasal cavity (arrows).
Supplementary methods:

MicroCT-based Virtual Histology
Fetuses were fixed in 10% Buffered Formalin for 3 days. After fixation, the samples were incubated in 5% sucrose -0.1M Phosphate Buffer solution (PBS, pH 7.4) for 15 minutes four times, washed in PBS for 60 minutes three times, then stained overnight with a precommercial staining solution (Numira Biosciences, Salt Lake City, UT) at room temperature. The next day, samples were rinsed with PBS three times, once overnight, and twice for 1 hour at room temperature with inversions or rocking during each wash.
Specimens were subsequently prepared and scanned as previously described (24 
SUPPLEMENTARY MATERIAL FOR
Tbx22 null mice have a submucous cleft palate due to reduced palatal bone formation and also display ankyloglossia and choanal atresia phenotypes
